Background: Nitric oxide (NO) has numerous functions in the kidney, including control of renal and glomerular hemodynamics, by interfering at multiple pathological and physiologically critical steps of nephron function. Endothelial NOS (eNOS) gene has been considered a potential candidate gene to diabetic nephropathy (DN) susceptibility. Endothelial nitric oxide synthase gene (eNOS-3) polymorphisms have been associated with DN, however some studies do not confirm this association. The analyzed polymorphisms were 4b/4a, T-786C, and G986T. Methods: The Preferred Reporting Items for Systematic Reviews and Meta-Analysis (PRISMA) statement was used in this report. Case-control studies that had diabetic patients with DN as cases and diabetic patients without nephropathy as controls, as well as that evaluated at least one of the three polymorphisms of interest were considered eligible. All studies published up until December 31 st , 2012 were identified by searching electronic databases. Hardy-Weinberg equilibrium assessment was performed. Gene-disease association was measured using odds ratio estimation based on the following genetic contrast/models: (1) allele contrast;
Background
Nitric oxide (NO) is a short-lived gaseous lipophilic molecule produced in almost all tissues and organs [1, 2] . It is a free radical that exerts a variety of biological actions under both physiological and pathological conditions [3] . NO is formed from its precursor L-arginine by a family of NO synthases (NOSs). NOS system consists of three distinct isoforms, encoded by three distinct genes, including neuronal (nNOS or NOS-1), inducible (iNOS or NOS-2), and endothelial (eNOS or NOS-3). The gene encoding eNOS is located on chromosome 7 (7q35-q36) and contains 26 exons, with an entire length of 21 kb [3, 4] .
NO has numerous functions in the kidney, including control of renal and glomerular hemodynamics, by interfering at multiple pathological and physiologically critical steps of nephron function. NO dilates both the afferent and the efferent arteriole, augmenting the glomerular filtration rate (GFR) and influencing renal sodium handling [5] . NO also mediates pressure natriuresis, maintenance of medullary perfusion, decrease of tubuloglomerular reabsorption, and modulation of renal sympathetic nerve activity [6] . The net effect of NO in the kidney is to promote natriuresis and diuresis, along with renal adaptation to dietary salt intake [7, 8] .
eNOS gene has been considered a potential candidate gene to diabetic nephropathy (DN) susceptibility. Since 1998, several polymorphisms of the eNOS gene have been identified, and their association with various diseases has been explored. Three polymorphisms have been the subject of research in relation to DN, however the results are highly variable. The polymorphisms potentially associated with DN are a 27-bp repeat in intron 4 (VNTR), the T-786C single nucleotide polymorphism (SNP) in the promoter region (rs2070744), and G894T missense mutation in exon 7 (rs1799983) [9] . Some of these polymorphisms are associated with reduction of either eNOS activity (−786C in the promoter area) or plasma concentrations of NO (four repeats in intron 4) [2] .
However, the potential association of eNOS gene variants with the induction and progression of DN remains controversial. Some authors found a higher frequency of eNOS polymorphisms in patients with end-stage renal disease (ESRD) and DN [10] [11] [12] [13] [14] [15] [16] [17] , but not all studies reported this association [18] [19] [20] .
The objective of the present study was to evaluate if eNOS gene polymorphisms are associated with DN through a systematic review of the literature and a meta-analysis.
Results and discussion
Three-hundred and nine studies were identified, and 281 were excluded based on review of titles and abstracts (70 animal experimental studies, 17 pharmacological studies, 86 without adequate cases or controls, 58 without the genes or polymorphisms of interest, 3 review articles, 5 meta-analysis, 35 studies with multiple publications of the same data presented with different titles, 7 no accesses to original data even after contacting authors). Twenty-eight articles were eligible and had the full text evaluated. Six studies were excluded due to lack of information regarding genotypic distribution. A total of 22 studies fulfilled the eligible criteria and were included for the meta-analysis ( Figure 1 ).
Clinical characteristics of individual studies are described in Table 1 . Regarding quality assessment, the phenotype definitions as cases or controls were appropriated, but none of the studies included information if genotyping was performed by personnel blinded to clinical status. Of the 22 studies included, 15 provided 4054/3405 cases/ controls for 4b/a; 5 provided 1436/1286 cases/controls for T-786C; and 12 provided 3316/2765 cases/controls for G894T. The allelic frequency of 4b, T-786, and G894 in cases/controls was 6647/5702, 1863/1795, and 4691/4017 respectively ( Table 2) .
Hardy-Weinberg equilibrium (HWE) was assessed using exact test and P-value < 0.05 were considered significant. Only 4 studies (1 study for T-786C; 2 for G984T; and 1 for 4b/a) with controls were not in HWE ( Table 2) . These studies were subjected to a sensitive analysis, and their exclusion did not show significant difference on OR.
For the 4b/a polymorphism, an association with DN in all genetic models, except for co-dominance, was observed: allele contrast (OR = 1.15, CI (95%): 1.05-1.25, P Q <0.01, I 2 = 66%); additive (OR = 1.52, CI (95%): 1.18-1.97, P Q <0.01, I 2 = 62%); recessive (OR = 1.50, CI (95%): 1.16-1.93, P Q <0.01, I 2 = 64%); and dominant (OR = 1.11, CI (95%): 1.01-1.23, P Q = 0.01, I 2 = 49%). Similarly, for the T-786C polymorphism the association with DN was found with all models, with exception for co-dominance model: allele contrast (OR = 1.22, CI (95%): 1.07-1.39, P Q = 0.59, I 2 = 0%), additive (OR = 1.52, CI (95%): 1.18-1.97, P Q < 0.01, I 2 = 62%), recessive (OR = 1.50, CI (95%): 1.16-1.93, P Q <0.01, I 2 = 64%) and dominant (OR = 1.11, CI (95%): 1.01-1.23, P Q <0.01, I 2 = 49%). The G894T polymorphism showed association with DN in allelic contrast (OR = 1.12, CI (95%): 1.03-1.25, P Q <0.01, I 2 = 75%) and co-dominance model (OR = 1.13, CI (95%): 1.04-1.37, P Q = 0.01, I 2 = 60%) ( Table 3 and Figure 2 ). A random model analysis was performed confirming the fixed model results.
Publication bias was observed for the majority of the polymorphisms evaluated and are presented as a funnel plot for 4b/a polymorphsism ( Figure 3 ). In order to identify non published data, we performed manual search for abstracts in some of the major scientific meetings in the field in the last seven years. We estimated the effect of these potential publication biases using trim and fill method and no major differences were observed from the original results.
Since some studies included only subjects of specific ethnicities or with type 1 or type 2 DM, we performed a sensitive analysis stratifying the studies according to these characteristics. Considering 4b/a polymorphism, there was an association in White and East Asian populations in allele contrast, additive and recessive models; only for Whites in the dominant model; and none for the co-dominant model. For T-786C variant, no association was shown for Whites in allele contrast analysis or in any other genetic model, but in African populations the polymorphism was associated with DN in allele contrast, dominance and co-dominance models. Considering G894T polymorphism, in African populations the association was observed for all genetic models, with the exception of co-dominance model. There were insufficient studies to perform a meta-analysis for G894T in South Asians and West Asians.
According to the type of diabetes mellitus (DM), for 4b/a polymorphism an association was observed in additive and recessive models for both type 1 and type 2 diabetes, and only for type 1 in allele contrast and dominant models. There was no association with any type of DM in co-dominant model for 4b/a variant. For T-786C, no association in any genetic model was found in type 2 diabetes. There was insufficient data for this analysis in type 1 DM.
Likewise, for G894T variant there was an association only in the allele contrast model with type 2 diabetes (Table 3) .
We compared the ORs of our meta-analysis with the results from a previous meta-analysis that used non-diabetic patients as controls [30] . The results were similar and no statistical differences in the ORs of the two studies were observed in all genetic models analyzed (data not shown).
Conclusions
In the present study, the most robust association of DN was with eNOS 4b/a and T-786C polymorphism that held in all genetic models tested, except for co-dominance model. G894T polymorphism was associated with DN only in allele contrast and in co-dominance model. 4b/ a polymorphism association with DN was confirmed in all ethnic groups evaluated and for all types of diabetes. The subgroup analysis of the T-786C variant should be viewed with caution, since it was limited due to the small number of studies.
Analyzing genetic model is important, considering the difference between them. Each individual genotype is formed by two alleles (for example G and T for G984T polymorphism), and the risk of every genotype depends on the number of variant allele copies carried, where one of which is thought to be associated with a disease (e.g., T), association studies will collect information on the numbers of diseased and disease-free subjects with each of the three genotypes (GG, GT, and TT). So we These results are original and help to understand the role of these polymorphisms in the development of DN. However, it was not possible to exclude a publication bias of negative studies. Therefore, the exact effect could be smaller. As discussed before, other explanations, besides classic risk factors, are needed for understanding the progression of a diabetic patient from normoalbuminuria to macroalbuminuria, and a polymorphism identification of a specific gene would propitiate the development of a new therapy aimed directly to it.
In contrast to a recent meta-analysis performed by Zintzaras et al. [30] , which analyzed the same polymorphisms in the progression of DN, our analysis compared diabetic patients with DN (cases) with diabetic patients without DN (controls). In Zintzaras' study, healthy subjects were used as controls, mixed with patients with DN. When the controls are defined as non-diabetic subjects, the observed association could reflect a genetic predisposition for individuals to develop "diabetic nephropathy". The obtained results could reflect a mixture of a susceptibility to diabetes per se and to nephropathy, which cannot be discriminated. In this regard, to serve non-diabetic individuals as controls seem rationale to estimate a risk of diabetic nephropathy. However, from clinical points of view, most of medical staff would be interested in risks for nephropathy among individuals with diabetes, as in the case with hyperglycemia, rather than combined risks for developing diabetes and for nephropathy thereafter. That is why diabetic individuals showing no or little nephropathy despite a term of duration have been widely investigated as controls, in most of the previous studies. So, our work and Zintzaras are derived from different standing points: a clinical aspect and a bio-mathematic research.
In this sense, we considered that the optimal control group when studding a DM complication is a diabetic patient without the complication and with disease duration long enough the permit a genetic predisposition to become clinically detected in the presence of hyperglycemia. Moreover, the disease duration must be comparable between cases and controls. Most included studies fulfilled the two pre-requisitions. As can be seen in Table 1 , the DM duration is similar between cases and controls in each study and the majority has more than 10 years of DM, reflecting that authors from original studies probably took this important issue in consideration.
Despite the different control used by Zintzaras, they found 92 articles, being 20 included for meta-analysis; that provided 1942/1461 cases/controls for G894T, 2663/2232; cases/controls for 4b/a, and 857/845 cases/controls for T-786C. That was similar to ours that had 22 studies included, but provided about one third more cases/ controls. The OR observed in their analyzes showed significance in allelic contrast model for G894 polymorphism, recessive and additive model for 4b/a polymorphism, and allelic contrast model for T-786C, all observed in our study; but our analyze showed association in more genetic models than that, like codominant model for G894T; allele contrast and dominant model for 4b/a; recessive, dominant and additive model for T786C. Furthermore, we compared our ORs with those reported by Zintzaras et al. and no statistical differences were found. With that said, our study reinforce the findings from Zintzaras.
DN development predisposition has not been fully explained, since glycemic control and environmental factors, as well as traditional risk factors, do not accurately predict the occurrence of this diabetic complication in all patients. With this in mind, studies have been trying to resolve this question using genetic approaches. Many candidate genes have been explored in this context, and eNOS polymorphisms have been implicated in the susceptibility to glomerular disease, by mechanisms yet unknown [15] . However, there is no consensus on the role of these polymorphisms in modulation of risk for DN, since the available literature demonstrates mixed results and most of the studies have a small sample. In this scenario, the recommended approach to help investigators in understanding the effect of each polymorphism in DN development is a systematic review and meta-analysis. Our data suggest an association between eNOS polymorphisms and DN. Assuming a recessive model, the relative risk, attributable risk and population attributable risk for the 4a variant ranges are, respectively, 1.20; 0.11; and 0.09.
The present paper has some limitations. The inclusion of studies evaluating patients with DM in several stages of DN, ranging from microalbuminuria to chronic renal insufficiency in kidney replacement therapy, could bias the results due to clinical heterogeneity of cases. Some studies did not present the data separated by DN stages. Furthermore, inclusion criteria in the reviewed studies utilized different methods and cutoffs to define microalbuminuria or macroalbuminuria. Although all clinically validated [35] , these aspects made impossible to evaluate the effect of each polymorphism in the stages of DN in this meta-analysis. Finally, the polymorphisms true effects could be overestimated in the present study, since there is some indication of publication bias.
In conclusion, this study shows an association between DN and polymorphisms in eNOS gene. This effect is very consistent for the 4b and T-786 polymorphism.
Methods
The Preferred Reporting Items for Systematic Reviews and Meta-Analysis (PRISMA) statement was used in this report [36, 37] .
Selection criteria and search strategy
Case-control studies that had diabetic patients with DN as cases and diabetic patients without nephropathy as controls, as well as that evaluated at least one of the three polymorphisms of interest (4b/4a, T-786C, G986T) were considered eligible. Only studies in humans and using validated genotyping methods were considered. No publication language, publication date, or publication status restrictions were imposed. All studies published up until December 31 st , 2012 were identified by searching electronic databases: Medline (1966-Present), EMBASE (1980-Present), LILACS and Cochrane Library.
Abstracts presented at scientific events held by: The American Diabetes Association (ADA); The European Association for the Study of Diabetes (EASD); The National Kidney Association (NKA); and The American Society of Nephrology (ASN) were searched over the last seven years. The authors were contacted for more details in the case of abstracts with missing information.
The following index terms were used: ("Nitric Oxide Synthase Type III" OR "NOS3 protein, human") AND ("Databases, Genetic" OR "Genetic Predisposition to Disease" OR "Genetic Phenomena" OR "Genetic Processes" OR "Genetic Markers" OR "Genetic Variation" OR "Polymorphism, Genetic" OR "Genetic Research" OR "Genetic Determinism" OR "Genes" OR "Genetics" OR "Mutation" OR "Genetics, Medical" OR "DNA") AND ("Proteinuria" OR "Albuminuria" OR "Kidney Failure" OR "Kidney Failure, Chronic" OR "Kidney Diseases" OR "Diabetic Nephropathies").
Study selection and data extraction
Eligibility assessment was made by title and abstracts review and in doubtful cases by full article review. This was performed independently in a standardized manner by two investigators (BSD and CBL). Disagreements between reviewers were resolved by consensus.
Two investigators extracted the data, one independent to another (BSD and LCFP). Disagreements were resolved by a third author (LHC). For articles with missing information, (n = 3) the authors were contacted for further information, but none responded. In the case of duplicate publications, the first manuscript published was included in the analysis. Information was extracted from each individual study based on: (1) characteristics of study participants (including age, gender, type of diabetes, diabetes duration, nephrologic status, and ethnicity) [38] , (2) case and control definition; (3) genetic data (including allelic distribution and genotypic frequency).
Quality assessment
To ascertain the validity of each eligible case-control study, two investigators (BSD and LCFP) worked independently during the initial search and after worked together to determine the adequacy of studies selection. It was assessed if the same exclusion criteria for cases and controls were used; if cases were easily differentiated from controls; if analysis of studied polymorphisms were conducted in a standard, valid, and reliable way, if major biases were identified and considered in design and analysis; and how good the study was to minimize the risks of bias or confusion. Hardy-Weinberg equilibrium assessment among the control group within each polymorphism in all studies was checked by exact test using an online HWE calculator (http://ihg.gsf.de/cgi-bin/hw/hwa1.pl).
Statistical analysis
Gene-disease association was measured using odds ratio estimation based on the following genetic contrast/models: (1) allele contrast; (2) additive model; (3) recessive model;
(4) dominant model and (4) co-dominant model [39, 40] . Heterogeneity was tested by chi-squared test, Cochran's Q, and inconsistency with I 2 . If P Q <0.10, then heterogeneity was considered statistically significant. Odds ratio was calculated using fixed-effect models (Mantel-Haenszel), and random models when heterogeneity was observed. Multiple comparisons were not made because meta-analysis of genetic association studies is considered an exploratory study, without a prespecified key hypothesis [41, 42] .
The risk of publication bias was evaluated using funnel plot graphics [43] .
Sensibility tests were made concerning to ethnia and type of diabetes.
Data were analyzed using Stata/SE 11.2 (http://www. stata.com).
We compared the ORs of our meta-analysis with the results from a previous one [44] that used non-diabetic patients as controls using the differences of OR and 95% CI (WinPepi version 11.3).
